Women's Ischemia Syndrome Evaluation (WISE) study (10.4%) . 4 However, estimates in other high-risk HTN populations have been much higher.
In the INternational VErapamil SR Trandolapril STudy (INVEST), which included participants with HTN and coronary artery disease, the prevalence of RHTN was estimated at 38%. 5 Predictors of RHTN in INVEST included heart failure, diabetes, renal insufficiency, prior stroke or transient ischemic attack, left-ventricular hypertrophy, percutaneous intervention, and peripheral vascular disease. 5 Also, when compared to INVEST participants with controlled HTN, RHTN participants had a higher risk of adverse cardiovascular outcomes (first occurrence of all-cause death, nonfatal myocardial infarction, or nonfatal stroke). 5 These findings agree with those from other studies, where RHTN patients showed a higher prevalence of target organ damage, including cardiac, vascular, and renal, 6 and an increase in cardiovascular risk compared to nonresistant HTN patients. 7, 8 Large studies have been conducted to address the association of genetic polymorphisms with hypertension, 9, 10 as well as with responses to antihypertensive drugs. 11, 12 However, there are limited data on the role of genetic factors in RHTN. The present study sought to identify genetic variants associated with RHTN in INVEST-GENEtic Substudy (INVEST-GENES) participants, using a gene-centric array with coverage of %50 000 single-nucleotide polymorphisms (SNPs) in %2100 genes implicated in cardiovascular, inflammatory, and metabolic processes, 13 and to replicate the top finding in participants from the WISE study.
Methods Study Participants
INVEST-GENES collected DNA samples from 5979 INVEST participants who had clinically stable coronary artery disease and hypertension and who were residing in the United States and Puerto Rico. The participants provided written informed consent to participate in INVEST and INVEST-GENES. The study was approved by an ethics committee for all participating study sites, and was conducted in accordance with the Declaration of Helsinki and the U.S. Code of Federal Regulations for Protection of Human Subjects. The methods and results of INVEST have been previously published. 14 Briefly, participants were randomly assigned to verapamil-SR-based or atenolol-based treatment strategies and were followed with protocol visits every 6 weeks for the first 6 months and every 6 months until the last participant was enrolled. In participants who did not achieve BP goal, hydrochlorothiazide and trandolapril were added to the drug regimen in a protocol-defined manner, and finally nonstudy antihypertensive drugs were included for BP control. BP was defined in INVEST as the mean of 2 sitting cuff BP measurements, and was taken at randomization and each follow-up visit. 15 The measurements followed the routine clinical standards outlined by the Joint National Committee 6 (JNC6). 16 In INVEST, RHTN status was defined using BP values and information on antihypertensive agents from the visit prior to event (all-cause death, nonfatal myocardial infarction, or nonfatal stroke) or censoring. Participants were considered to have RHTN if BP was ≥140/90 mm Hg despite use of at least 3 antihypertensive agents, or BP was controlled (<140/90) when 4 or more antihypertensives were used. Controls were defined as controlled hypertensive participants (HTN) who had controlled BP (BP <140/90 mm Hg) on 0 to 3 antihypertensive medications. Those who were uncontrolled, but on <3 antihypertensive medications were excluded from analysis. Additionally, sensitivity analyses were performed with the top SNPs using a more narrow definition of RHTN: BP ≥140/ 90 mm Hg despite use of at least 3 antihypertensive agents including a diuretic, or BP was controlled (<140/90) with the use of 4 or more antihypertensive agents, including a diuretic. Prior analyses in INVEST have shown that using the more narrow definition of RHTN did not change the association between RHTN and poorer outcomes. 5 The WISE study, which sought to address ischemic heart disease recognition and diagnosis in women, included women over 18 years of age who were undergoing a clinically indicated coronary angiogram for chest pain symptoms or suspected myocardial ischemia. 17 WISE participants provided written informed consent. BP was measured in WISE in clinic settings, and measurements were conducted using the guidelines laid out by the Joint National Committee 6. 16 In WISE, apparent treatment-resistant hypertension (RHTN) and controlled HTN were defined using the same criteria that were used in INVEST based on BP values and information on antihypertensive use at study entry. 4 
Genotyping

INVEST
Genomic DNA was extracted from buccal cells collected in mouthwash samples according to standard protocols. 18 All 1741 INVEST-GENES participants were successfully genotyped on the HumanCVD Genotyping BeadChip (Illumina, San Diego, CA), a gene-centric array containing %50 000 SNPs in %2100 genes associated with cardiovascular, inflammatory, and metabolic processes. 13 Genotypes were called using GenomeStudio software version 2011.1 and Genotyping Module version 1.9 calling algorithm (Illumina, San Diego, CA).
WISE
DNA from 507 European American, non-Hispanic women in the WISE study was isolated from whole blood and was genotyped on the Illumina Cardio-Metabochip. 19 Quality Control
INVEST
Samples were excluded if call rates were <95% and SNPs were excluded if call rates were <90%. Sample contamination was assessed by sex mismatches using X-chromosome data and through heterozygosity analysis, and cryptic relatedness was estimated by pairwise identity-by-descendent analysis in PLINK (http://pngu.mgh.harvard.edu/~purcell/plink/). Principal component analysis was performed with a linkage disequilibrium pruned data set using the EINGENSTRAT method. 20 Principal components 1, 2, and 3 provided the best separation of ancestry clusters in the INVEST data and were used as covariates in the subsequent analysis.
WISE
Standard quality-control procedures were applied, using similar steps as outlined in INVEST. Following a principal component analysis, principal component 1 explained the most variance in the WISE data set and was used as a covariate in the analysis. 
Statistical Analysis
Quantitative Analysis of ATP2B1 Expression According to rs12817819 Genotype
To address the functional implications of ATP2B1, expression of ATP2B1 was measured in 45 European American hypertensive participants from the Pharmacogenomic Evaluation of Antihypertensive Responses Study (PEAR, clinicaltrials.gov NCT00246519). These 45 participants were selected based on rs12817819 genotype. The design of the PEAR study has been previously published. 24 Briefly, PEAR included participants between the ages of 17 and 65 with mild-to-moderate hypertension. After washout, study participants were randomized to receive hydrochlorothiazide 12.5 mg or atenolol 50 mg daily. If BP remained >120/ 70 mm Hg after 3 weeks of treatment, doses were titrated to hydrochlorothiazide 25 mg or atenolol 100 mg daily, and treatment was continued for an additional 6 weeks. The other agent was then added based on BP >120/70 mm Hg, with similar dose titration for 6 to 9 weeks of combination treatment. For this analysis, RNA was isolated from whole blood after combination therapy using the PAXgene Blood RNA Kit IVD (Qiagen, Valencia, CA) and converted to cDNA. This time point was chosen to best represent treatment conditions in RHTN cases who are taking multiple antihypertensive agents. Gene expression was measured by quantitative real-time reverse transcription polymerase chain reaction with the Taqman 7900HT RealTime PCR System and Taqman Gene Expression Assays (Applied Biosystems, Foster City, CA). Relative gene expression was calculated using the 2 ÀDCt method, 25 and expression levels were normalized to the reference gene b-2-microglobulin. Expression levels between genotype groups (AA+AG versus GG) were compared after combination therapy using an unpaired t test. The significance threshold was set at P<0.05.
Results
The baseline characteristics of the INVEST-GENES European American and Hispanic groups, according to BP status, are summarized in Table 1 . Overall, of the 1741 participants, 29.6% met criteria for RHTN, with 31.1% of European American participants (n=281), and 28.1% of Hispanic participants (n=235) classified as RHTN. The RHTN group in both race/ethnic subgroups had a higher prevalence of diabetes, left ventricular hypertrophy and peripheral vascular disease, and on average were overweight. The systolic blood pressure prior to event or censoring among the RHTN groups was %16 to 18 mm Hg higher than for the controlled HTN groups ( Table 2) . Antihypertensive drug use according to drug class is also presented in Table 2 . For both race/ethnicity groups, the RHTN groups were using a significantly higher number of antihypertensive drugs than the controlled HTN groups. Additionally, mean follow-up time is shown in Table 4 . Figure 1 ). The minor allele frequency (A allele)
in European Americans and Hispanics was 0.129 and 0.112, respectively (Table 3) . There were 5 other SNPs from the INVEST European American-Hispanic meta-analysis with P-values <1910 À4 (Table 3) . These included rs324498 in PTPRD (protein tyrosine phosphatase, receptor type, D), rs2307023 downstream of KCNJ8 (potassium inwardly rectifying channel, subfamily J, member 8), rs2299260 in PON1 (paraoxonase 1), and 2 SNPs (rs12314380 and rs10047560) at the PDE3A (phosphodiesterase 3A, cGMP-inhibited) locus. These SNPs showed a 40% to 388% increase in risk for RHTN for each additional copy of the risk allele (Table 3) . In sensitivity analysis, after removal of 30 European American RHTN cases and 21 Hispanic RHTN cases who were not taking a diuretic, the SNP-RHTN associations remained broadly similar (Table 5) . Also, another sensitivity analysis, adjusting for mean follow-up time, had very little effect on the SNP-RHTN association results (Table 6) .
In order to replicate our top signal, ATP2B1 rs12817819, we investigated the association of this SNP with RHTN in the WISE RHTN cohort. The baseline characteristics for the European American WISE RHTN (n=31) and Controlled BP (n=209) groups are shown in Table 7 . Overall, the WISE participants with RHTN were older than those with controlled BP and had a higher prevalence of peripheral vascular disease. We observed a consistent trend with rs12817819 and RHTN in WISE (1-sided P-value=0.1044, OR [95% CI]=1.73 (0.74 to 4.04), Figure 1) . On metaanalysis of INVEST European Americans, INVEST Hispanics, and WISE European Americans, we reached chip-wide significance with a P-value=1.60910
À6 and OR (95% CI) =1.65 (1.36 to 1.95), Figure 1 . Genotype-specific ORs at rs12817819 are shown in Figure 2 . This SNP showed no evidence of heterogeneity across the 3 studies (I 2 =0%,
P-value=0.9485).
Gene expression of ATP2B1 by rs12817819 genotype was measured in 45 European Americans from the PEAR study: GG (n=23), AG (n=21), and AA (n=1). A allele carriers (AG+AA), the allele associated with increased RHTN risk, had a significantly lower expression of ATP2B1 when compared to GG homozygotes (P=0.0343, Figure 3 ). 
Discussion
To the best of our knowledge, this is the first study to investigate the genetic association of a large number of SNPs with RHTN using data from a clinical trial. In a gene-centric analysis, we found that rs12817819 in ATP2B1 was strongly associated with RHTN in both European American and
Hispanic race/ethnic groups in INVEST, and a consistent trend was observed in a cohort of European American women from the WISE study. Additionally, meta-analysis of all 3 groups yielded chip-wide significance. Prior studies have reported robust associations at the ATP2B1 locus with systolic and diastolic BP, as well as with hypertension in genome-wide and gene-centric studies. A 17% increase in the odds for hypertension per risk allele for rs2681472 was estimated in %29 000 participants from the CHARGE consortium. 9 Additionally, another SNP at the ATP2B1 locus (rs7136259) was associated with coronary artery disease in a Chinese population. 27 The SNP in this report, rs12817819, is not in linkage disequilibrium with rs2681472 (r 2 =0.01), and the BP/HTN GWAS SNPs were not associated with RHTN in our study. ATP2B1 is located at 12q21.3 region and encodes a plasma membrane calcium/ calmodulin-dependent ATPase that plays an important role in intracellular calcium homeostasis and smooth muscle cell contraction. The ATP2B1 protein is expressed in several human tissues, 28 and higher mRNA levels were reported in smooth muscle cells of spontaneously hypertensive rats. 29 Other studies suggest an inverse relationship between ATP2B1 expression and BP levels. Atp2b1 knockout mice have shown reduced expression of Atp2b1 in vascular smooth muscle cells, which was associated with elevated BP. 30, 31 The latter scenario is in line with our results; we observed that the A allele at rs12817819 was associated with lower expression of ATP2B1 and was associated with RHTN. Since calcium is a key element in smooth muscle and cardiac contraction, it is reasonable that disequilibrium in calcium homeostasis could affect BP response to antihypertensive drugs, and in turn, could affect RHTN. We also observed associations with RHTN in INVEST European Americans and INVEST Hispanics at rs324498 (PTPRD), rs2307023 (KCNJ8), rs12314380 and rs10047560 (PDE3A), and rs2299260 (PON1). PTPRD (protein tyrosine phosphatase, receptor type, D) is located on chromosome 9p23 and encodes a signaling molecule that regulates cell growth, differentiation, and the cell cycle. Variation in the PTPRD gene was previously associated with susceptibility for type 2 diabetes, 32 and coronary artery disease. 33 rs2307023
is an intergenic variation and the closest gene is KCNJ8 (potassium inwardly rectifying channel, subfamily J, member 8), which encodes for a protein that promotes vascular relaxation when activated. 34 We also found association with 2 intronic SNPs in PDE3A. PDE3A (phosphodiesterase 3A, cGMP-inhibited) encodes an enzyme that hydrolyzes cAMP and cGMP, and regulates intracellular cyclic nucleotide signals, such as vascular muscle contraction and relaxation. PDE3A variants have been associated with aortic root diameter in a meta-analysis of 5 cohorts. 35 Finally, rs2299260 is an intronic SNP in PON1 (paraoxonase 1). PON1 is an enzyme that hydrolyzes paroxon to produce p-nitrophenol, whose enzyme activity has been correlated with atherosclerosis. 36 Additionally, variants in PON1 have mixed evidence of association with many phenotypes including coronary heart disease, 37, 38 and ischemic stroke. 39, 40 There are no functional data on the possible effects that these SNPs may have on transcriptional regulation or protein function. The true causal variants in these regions may be other SNPs that were not covered on our array, and the observed association may be explained by the linkage disequilibrium between these SNPs and the possible untyped causal variants.
Overall, our findings suggest that variations in genes related to vascular tone regulation are associated with greater risk for RHTN. Genetic variations disturbing biochemical pathways involved in vasodilation may affect BP response to antihypertensive agents. Additionally, impaired vasodilation may explain the resistance to multiple antihypertensive agents that is observed in RHTN. In fact, it has been shown that vascular damage, such as arterial stiffness, endothelial dysfunction, and increased carotid intima-media thickness, is a common characteristic of patients with RHTN. 6, 41, 42 While this is the first study to investigate the genetic association of a large number of SNPs with RHTN using data from a clinical trial, other studies have explored the genetics of RHTN. In particular, GenHAT studied 78 candidate gene polymorphisms for association with RHTN. 43 The adverse outcomes associated with RHTN were very similar between INVEST 5 and GenHAT; 43 however, the genetic association findings from GenHAT were not among our top signals reported here. This could be due to the differences in the time point used to define RHTN status, the differences in control definition, and/or the differences in diuretic use in the RHTN cases between the 2 studies (INVEST %90% of RHTN cases were on a diuretic versus 53% to 60% in GenHAT). 43 This is the first genome-spanning genetic association study of RHTN in a large clinical trial, where RHTN has been well defined. 5 However, there are some limitations to our study worthy of mention. First, our findings are restricted to European American and Hispanic race/ethnic groups, and thus cannot be generalized to other race/ethnic groups. Furthermore, our study utilized data from a genome-spanning gene chip, and not a genome-wide chip; thus, it is very likely there are additional signals for RHTN that were not included here. Also, medication adherence data were not collected in INVEST. Therefore we cannot discount the possibility that some participants with pseudoresistant HTN may have been classified as a RHTN case. Additionally, while we observed a consistent trend for association with rs12817819 and RHTN in WISE, a significant replication was not observed. This could be due to the differences in gender between INVEST (males and females) and WISE (all female). In fact, when analysis at rs12817819 was conducted by gender in INVEST, males showed stronger evidence of association with RHTN compared to females (Table 8) . Finally, it is important to note that gene expression studies are often fraught with issues of reproducibility and confounding. However, our data were highly reproducible, with coefficients of variation for our triplicate repeats ranging from 0.02% to 1.4% (mean=0.30%). Also, when other factors, such as age, gender, and serum potassium were examined between genotype groups, no statistical differences were found (Table 9 ). These data suggest that the observed difference is due to a true difference in gene expression between the genotype groups, and we would expect this to be similar or more pronounced in our target tissues (eg, vascular smooth muscle). A better understanding of the role of genetic variations in RHTN may provide the possibility to identify patients with a higher risk for RHTN and initiate pharmacological therapy with a targeted treatment regimen or even include those patients in nonpharmacological therapies, such as renal nerve ablation or baroreceptor stimulator devices. Using pharmacogenomic markers to predict RHTN could reduce the time to achieve BP control in these patients, and could ultimately reduce the cardiovascular morbidity and mortality that is associated with the disease.
Conclusions
We observed a robust association between the A allele at rs12817819 in ATP2B1 and increased risk for RHTN in European American and Hispanic race/ethnic groups from the INVEST study, and observed a consistent trend between rs12817819 and RHTN in European American women from the WISE study. Additionally, we found differences in expression of ATP2B1 by rs12817819 genotype. Taken together, these results suggest that variation in ATP2B1 may contribute to risk of RHTN in European Americans and Hispanics.
